We investigated the subcellular distribution of S-bOb protein in primary cultures of Schwann cells. The subcellular localization ofthe protein in cells fixed and then permeabilized is similar, ifnot identical, to that seen in Schwann cells in peripheral nerves, i.e., S-bOb protein is found in the cytoplasm and associated with membranes and filamentous structures.
In cells either fixed in the presence ofTniton X-100 or exposed to Triton X-100 for a short time before fixation (Triton cytoskeletons), the immune reaction product is considerably less intense, and the protein is associated with lilaments running parallel to the hong axis of the cell as well as in a submembranous position. Induding CaCl2 in the buffer during fixation in the presence ofTniton X-100 does not result in any increase in the intensity of the immune Introduction Proteins of the S-100 group (S-lOOao, S-lOOa, and 5-bob) belong to the super-family of acidic Ca2 binding proteins ofEF-hand type [for reviews see (1, 2)]. 5-100 proteins are widely but differently distributed in cell types. Thus, S-lOOao is abundant in skeletal and cardiac muscle cells and in the kidney (3-6), S-lOOa is found in the central but not the peripheral nervous system of several mammals and in melanocytes (1,2), and 5-bob is abundant in the central and peripheral nervous systems, adipocytes, melanocytes, and in most of the other cell types shown to express the 5-100 antigen (1, 2 (b) Schwann cells exposed to 1% Triton X-100 for 1 mm before fixation (Triton cytoskeletons).
The S-bOb protein immune reaction product has the same localization as that described in a. Identical results are obtained with cells fixed in the presence of Triton X-100 (not shown). (C) Schwann cells exposed to 1% Triton X-100 containing 1 mM EGTA for 1 mm before fixation.
EGTA was also included in the buffer used to rinse the cells before fixation, as well as in the fixative. The immune reaction product is less intense than that observed in b. (d) Control experiment done on Schwann cells treated as described in a with the anti-S-100 3 antiserum previously absorbed with S-100 protein.
No Alternatively, cells were fixed with 4% paraformaldehyde in the latter buffer RAMBOUI, SPRECA, LEONCINI, ESTENOZ, COSTAN1'INO-CECCARINI, GIAMBANCO, DONATO instances, cells were treated with 1% Triton X-100 in the Mes buffer in the absence or presence of 2 mM CaCI2 for 1 mm and washed with the appropriate buffer minus the detergent before fixation with 4% paraformaldehyde. After fixation, cells were rinsed several times with PBS. Cells fixed with paraformaldehyde alone without any prior treatment were permeabilized with 0.1% Triton X-100 in PBS for 30 mm at room temperature.
Before immunocytochemistry, cells were exposed to 0.3% (v:v) H202 in H20 for 5 mm to block any endogenous peroxidase activity, and washed extensively in PBS. Cells were then incubated with 3% (w:v) bovine serum albumm (BSA) in PBS for 3 hr at room temperature, followed by a rabbit anti-5-10013 antiserum (23) (1:125 in 1% BSA in PBS) at 4C overnight. This step was followed by sequential incubations ofcells with a sheep anti-rabbit IgG antiserum
(1:40) for 60 mm and with a rabbit peroxidase-antiperoxidase complex (1:100), both in 1% BSA in PBS for 60 mm at room temperature. Washings of cells after each step were done with 0.1% Triton X-100 in PBS (twice for 5 mm) followed by PBS (twice for 5 mm In control experiments, no immune reaction product was seen ( Figure  ld) .
Electron Microscopic Analyses
At the electron microscopic level, cultured Schwann cells from mouse appeared rich in filamentous structures which were mostly concentrated in the processes (Figures  2 and 3 
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